In a variation of standard DNA extraction methods, Nocardia asteroides was repeatedly exposed to sodium dodecyl sulfate at 60°C for 30 min; each extraction was followed by centrifugation, removal of the nucleic acid-rich supernatant, and suspension of the cell pellet in fresh sodium dodecyl sulfate. The pooled supernatants contained a substantially higher amount of DNA than the first supernatant alone. The possible implications of this procedure on the development of DNA probes are discussed. were suspended in 0.5 ml of buffer containing 0.1 M Tris hydrochloride (pH 9.0), 0.01 M NaCI. 1.0 mM sodium citrate, and 50 il of sodium dodecyl sulfate (SDS) (20%c wt/vol. in 10 mM Tris hydrochloride [pH 9.0]). This suspension was incubated at 60°C for 30 min. Tubes were then centrifuged briefly to pellet cells and cell debris, and the supernatant was transferred to clean microcentrifuge tubes carefully to avoid shearing DNA and kept on ice. The pellet was resuspended in 0.5 ml of fresh buffer (pH 9.0) and 50 jil of SDS. and the extraction procedure was repeated three to four times (until the extraction supernatant became noticeably less viscous). During initial studies, supernatants from each SDS extraction were treated separately to determine the DNA yield in each. In subsequent preparations, the supernatants were pooled before extraction of chromosomal DNA. To puL-ify chromosomal DNA, 0.3 ml of sodium perchiorate was added to each milliliter of supernatant, and to this mixture was added an equal volume of chloroformisoamyl alcohol (24:1). The extraction mixtures were shaken gently for 30 min at room temperature and centrifuged briefly in a microcentrifuge. The chloroform extraction was repeated a second time. The combined upper aqueous phases were then extracted once with an equal volume of phenolchloroform-isoamyl alcohol (25:24:1), and the nucleic acids were precipitated from the aqueous phase by adding 2.5 volumes of`cold 95%W ethanol and freezing at -850C. Nucleic acids were pelleted by centrifugation, washed with cold 70%c ethanol, and suspended in 10 mM Tris hydrochloride buffer (pH 7.5) with 1 mM EDTA (100 to 200 pi, total volume of all supernatants). Nucieic acids were treated with RNase (0.2 mg/ml. 1 h. 370C) and protease (70 p.g/ml, 1 h. 37°C), and then single extractions with phenol-chloroform-isoamyl alcohol and then chloroform-isoamyl alcohol were done. DNA was precipitated in ethanol and resuspended in 50 to 100 pil otrTi-is-EDTA buffer. Samples of DNA were then mixed with a tracking dye solution (orange G in 25%, Ficoll type 400) and electrophoresed in agarose gels (0.8%, wt/vol. in standard Tris-acetate buffer) beside a HindIII-digested lambda bacteriophage DNA of known quantity to estimate concentration. The Tris-acetate electrophoresis buffer contained ethidium bromide (1 pg/ml) to stain DNA. Gels were visualized on a transilluminator and photographed on Polaroid film with an orange filter.
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